Monodehydroascorbate reductase (MDAR) activity

Method -determination of MDAR activity in roots extracts
Activity of MDAR was measured according to Hossain et al. (1984) with some modifications by Leterrier (2005) . Root were homogenized in an ice bath with 50 mM Tris-HCl pH 7.8, 10% (w/v) glycerol, 5 mM DTT, 0.2% Triton X-100 mM, 1% (v/v) protease inhibitor cocktail (Sigma-Aldrich), 5% (w/v) PVPP and centrifuged at 10,000 g 15 min. The collected supernatant was concentrated by PES, 3K MWCO (Thermo ScientificTM) at 10,000 g for 30 min. An assay mixture (250 µl) contained: 25 µl of protein extract, 0.2 mM NADH and 1 mM NADH in 50 mM Tris-HCl pH 7.6. The reaction was started by an addition of 0.2 U of ascorbate oxidase (A0157 Sigma-Aldrich). MDAR activity was measured as absorbance decrease at 340 nm for 3 min at 25°C, using a microplate reader (Sunrise, Tecan). An activity was calculated using the extinction coefficient ε = 6.22 mM -1 cm -1 and expressed as nmol min -1 mg -1 protein.
Result
Activity of MDAR in control tomato roots growing in water increased as the culture period was prolonged. In roots of CAN supplemented seedlings MDAR activity was lower than in control. After 24 h MDAR activity was inhibited in 20% by 50 µM CAN, whereas after 72 h inhibition was 30% and 50 % after 10 and 50 µM CAN application respectively. Molecular standard (M) in kDa are indicated on the left side. Gels were stained with Coomassie. Protein bands indicated by small letters (a-t) (Table S2) were cut out and identified by MALDI MS/MS (Table 3) . 
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Original images for the gel Fig.5B in the manuscript (A) and the blot Fig.5C in the manuscript (B) .
PageRuler™ Plus Prestained Protein Ladder (Thermo Scientific TM , 26620) was used (B).
